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FIGURE 1A. Drug Screening Report for TBT, Lot ARB-ID#99-332 
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Cytopathic Effect Inhibition and Plaque Reduction Assays For HSV-1, HSV-2, HCMV, 
MCMV, and VSV, in HFF cell cultures. 
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FIGURE IB, Drug Screening Report for TBT, Lot ARB-ED#99-332 
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Toxicity Assays 
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Cell Proliferation - MCG/ML (In Rapidly Growing Daudi Cells) 
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Comments and Recommendations: HCMV PR. This compound is problematic. 



Cytopathic Effect Inhibition and Plaque Reduction Assays EBV in DAUDI cell cultures; 
Toxicity Assays in HFF and DAUDI cell cultures. 



Attorney Docket: RNBO-1-1003 

Title: METHODS AND COMPOSITIONS FOR 

TREATING MICROTUBULE -MEDIATED VIRAL 

INFECTIONS AND LESIONS 

Serial No. — 

Filing Date: March 5, 2002 
Page 3 of 11 

FIGURE 2. HSV ELISA METHOD 

1 . Remove the growth media HFF cells. 

2. Add 100 ul of MEM to the 6 cell control wells. 

3. Add 50 ul of the diluted virus to the remaining wells. 

A. Herpes simplex virus type 1, ATCC # V-733, strain F. HSV-1 (5/3/96), one plate. Dilute stock 1:2000, 
2.0 ul in 4.0 ml MEM. 

B. Herpes simplex virus type 2, ATCC # VR-734, strain G. HSV-2 (5/3/96), one plate. Dilute stock 1:2000, 
2.0 ul + 4.0mlMEM. 

Clinical strains. 

1. Specimen #1. HSV-1, December 9, 1997, eye. Dilute stock 1:500, 8.0 jxl plus 4.0 ml of MEM. 

2. Specimen # 2, HSV-1, September 30, 1997, oral pharynx. Dilute stock 1:50, 60 jlx! plus 3.0 ml of MEM. 

3. Specimen # 3, HSV-2, Nov. 26, 96, oral pharynx. Dilute stock 1 :500, 8.0 jil plus 4.0 ml of MEM. 

4. Specimen # 4, HSV-2, Dec. 27, 96, ETT. Dilute stock (May 27, 98) 1:100, 40.0 ul plus 4.0 ml of MEM. 

5. Specimen # 5. HSV-2, April 11, 1998, penis. Dilute stock 1:100, 40 ul plus 4.0 ml of MEM. 

6. Specimen #6. HSV-2, April 24, 1998. Dilute stock 1:100, 40 ul plus 4.0 ml of MEM. 

4. Add the virus to the plates for one hour and incubate the plates at 37° C. 

5. Remove the virus inoculum and add 100 ul of MEM to the virus control wells and add 100 ul of diluted drug 
to each of the remaining wells. 

TBT. Stock TBT contains 624 ug/ml of active component, 1 0-deacetyl-7-xylosyltaxol in 50% ethanol from Rainbow 
Research, Inc. 

a. Warm the TBT and IX MEM to 37° C. The stock TBT was diluted to 4.0 ug/ml by adding 154 ul of TBT 
to 24,000 ul of IX MEM. 
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ELISA RESULTS: 

Antibody to HSV-1 was used at a 1 :2000 dilution. Antibody to HSV-2 was used at a 1 : 1500 dilution. Read 
with dual wavelength, 630 - 490 nm. 



Attorney Docket: RNBO-1-1003 

Title: METHODS AND COMPOSITIONS FOR 

TREATING MICROTUBULE-MEDIATED VIRAL 

INFECTIONS AND LESIONS 

Serial No. — 

Filing Date: March 5, 2002 
Page 4 of 11 

FIGURE 3 

HSV-1 ELISA CONTROL (ATCC VR-733, STRAIN F) 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Control TBT-IC50 - 3 jig/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 jig/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 4 

HSV-1 ELISA, CLINICAL SPECIMEN #1 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Specimen #1 TBT-IC50 = 3 jig/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 |ig/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 5 

HSV-1 ELISA, CLINICAL SPECIMEN #2 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-1 



Specimen #2 TBT-IC50 = 0.25 jug/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 (xg/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 6 

HSV-2 ELISA CONTROL (ATCC VR-734, STRAIN G) 



cc 


vc 


4 


3 


2 


l 


0.75 


0.5 


0.25 


0.1 


M-g/ml 


0.007 


0.172 


0.019 


0.053 


0.033 


0.098 


0.065 


0.088 


0.179 


0.244 




0.007 


0.148 


0.016 


0.049 


0.074 


0.079 


0.108 


0.125 


0.150 


0.201 




0.005 


0,147 


0.024 


0.014 


0.H7 


0.066 


0.086 


0.079 


0.H3 


0.245 




0.015 


0.169 


0.044 


0.033 


0.060 


0.070 


0.097 


0.107 


0.124 


0.203 




0.029 


0.231 


0.026 


0.045 


0.073 


0.068 


0.080 


0.108 


0.155 


0.223 




0.008 


0.148 


0.015 


0.03 1 


0.053 


0.067 


0.103 


0.085 


0.104 


0.177 


























0.012 


0.169 


0.024 


0.038 


0.068 


0.075 


0.090 


0.099 


0.138 


0.216 




























0.157 


0.012 


0.026 


0.057 


0.063 


0.078 


0.087 


0.126 


0.204 






























7.7 


16.3 


35.9 


39.9 


49.6 


55.2 


79.9 


129.4 




DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Control TBT-IC50 - 0.75 ng/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 (Xg/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 7 

HSV-2 ELISA, CLINICAL SPECIMEN #3 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #3 TBT-IC50 = 2.0 ^ig/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 p.g/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 8 

HSV-2 ELISA, CLINICAL SPECIMEN # 4 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #4 TBT-IC50 = 0.25 jxg/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 \ig/m\ Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 9 

HSV-2 ELIS A, CLINICAL SPECIMEN #5 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #5 TBT-IC50 - 0.5 ng/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 |^g/ml Taxus Brevifolia Tincture (TBT) 
has been added. 
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FIGURE 10 
HSV-2 ELISA, CLINICAL SPECIMEN # 6 
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DATE: 6/24/98 


INOC: 6/22/98 


DRUG: TBT 


VIRUS: HSV-2 



Specimen #6 TBT-IC50 = 0.l |ug/ml 



Column headings for the ELISA are culture control (CC) representing uninfected cell 
culture; Viral Control (VC), representing infected cell culture; 4-3-2-1-0.75-0.5-0.25-0.1 
are viral infected cell cultures to which 4 to 0.1 |ug/ml Taxus Brevifolia Tincture (TBT) 
has been added. 



